4.1.1. pFR-Luc Plasmid 



5xGAL4 





TATA Bo> 









Luciferase 



Sequence of GAL4 Binding Element in the pFR-Luc Plasmid 



GT CGGAGTACTGTCCTCCG AG mPAGTACTGTCCTCCG 

AG CGGAGTACTGTCCTCCG AG rfiftASTACTGTCCTCCG 

AG rra&fTTACTGTCCTCCG AG. CGGAGACTCTAGAGGG ^ 

TATATJATGGATCCCCGGGT AC CGAGCTCGAATTC ^ AJ ° ^ J , , \ 

I-CAGCTTGGCATTCCGGTACTGTTGGTAKBTG-Lucif erase ( S TLG~ tV No. 6 J 



4.i.2. Fusion Transactivator Plasmids 







CMV 


=| DNA Binding Domain | 


Activation 



GAL4 (1-147) 



4.1.3. Control Plasmids 

pFC2-dbd: 
pFC-MEKK: 
- pFC-MEK1*: 
pFC-PKA: 
pFC-MEK3: 



c-Jun (1-223) 
Elkl (307-427) 
CHOP (1-101) 
CREB (1-283) 



CMV Promoter 



GaW-dbd (1-147) 



CMV Promoter 



MEKK (380-672) 



CMV Promoter 



MEK1.S218/222E432-51 



CMV Promoter 



PKA (catalytic subunit) 



CMV Promoter 



MEK3(MKK3). S221D,T225Ej= 



OO'Ai. 

4* c&cU A^l'Cc&e^l 



iKsa/ o<j/6* iff 

4.1.4. ptfA-CMV Pi-smid 



pFA-CMV Plasmid 




4.2. Preparation of medium and reagents 



Luciferase Assay Reagent (1*) 
40.0 mM tricine (pH 7.8) 
0.5 mM ATP 
10 mM MgS0 4 
0.5 mM EDTA 
10.0 mM DTT 
0.5 mM coenzyme A 
0.5 mM luciferin 



Cell Lysis Buffer (5x) 

40 mM tricine (pH 7.8) 
50mMNaCl 

2 mM EDTA 

1 mM MgSO, 

5 mM DTT 

1% Triton® X-100 
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